A total of 232 isolates of Enterobacteriaceae and 19 Pseudomonas species were tested on bile-esculin-agar. Only the Klebsiella-Enterobacter-Serratia group produced blackening of the medium.
Recently Facklam and Moody (Bacteriol Proc., p. 72, 1969) described the use of bile-esculin-agar for presumptive identification of group D streptococci. These enterococci hydrolyze esculin to 6, 7-dihydroxycoumarin which reacts with the iron present in the medium to form a black compound.
It was noted in our laboratory that gram-negative bacilli also grew on this medium, but only certain of these produced the characteristic blackening seen with enterococci. Since members of the Klebsiella-Enterobacter-Serratia group are known to hydrolyze esculin (1), it seemed of interest to evaluate bile-esculin-agar for its utility in distinguishing members of this group from other Enterobacteriaceae. The purpose of this preliminary report is to describe the use of bile-esculin-agar for the rapid differentiation of the Klebsiella-Enterobacter-Serratia group from other Enterobacteriaceae.
Commercially prepared slants of bile-esculinagar (BBL) were employed throughout this study.
Various members of the Enterobacteriaceae and Pseudomonas species isolated from clinical specimens were tested. Isolates were identified by their reactions on triple sugar-iron agar, motility, utilization of citrate, and their ability to produce hydrogen sulfide, indole, deoxyribonuclease, urease, and oxidase. Heavy inocula from pure cultures on eosin-methylene blue-agar plates were placed on bile-esculin-agar slants and incubated at 35 C. Slants were examined at intervals up to 4 hr and again at 18 hr, at which time the tubes were discarded.
The time required for an isolate to give a positive reaction was directly proportional to the size of the inoculum. The reactions shown in Table 1 indicate a distinct group specificity. All 57 strains of Klebsiella caused blackening of medium, usually within 1 hr. Enterobacter and Serratia gave somewhat slower reactions but were positive within 4 hr. The 30 strains of Proteus tested included species of P. mirabilis, P. morganii, P. rettgeri, and P. vulgaris, all of which gave negative results. The 19 Pseudomonas isolates were tested to determine if this reaction was restricted to the 
